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! hereby certify that this correspondence Is being deposited with 
The United States Postal Service as First CJass Mail in an 
envelope 

Addressed to Commissioner of PatenfeLBjQ. Box 1450, 
Alexandria, VA 22313-1450 on p TIuH 
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DECLARATION UNDER 3,7 CFR JJH 

Commissioner of Patents 

P.O. Box 1450 

Alexandria, VA 22313-1450 

Sir: 

I, Victor Raso, declare and state as follows: 

1 . I am an inventor of the invention claimed in U,S, Application No. 09/992,994 fi 
Novembers, 2001, with an effective filing date of June 16, 1999. 
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2. Prior to June 1 0, 1999. in laboratories at Boston Biomedical Research Institute 
(BBRI) in Boston, MA, I, the inventor named In the subject patent application, 
conceived of the invention of Claims 37-38, 40-42, 43 (as amended), 46, 48-51, 
54, and 57-58 of the subject patent application. Documentary evidence that 
conception occurred before June 10, 199§ is provided in the attached Exhibit A. 
Exhibit A contains referenced pages from a true copy of a draft of the subject 
patent application, which was prepared prior to June 10, 1999, The referenced 
pages, along with the appended correspondence letter, are evidence that 
conception occurred prior to June 10, 1999. Applicant was diligent from just prior 
to June 10, 1999 to June 18, 1099, during which final revisions on the draft 
application were made and transmittal papers were prepared. 

Evidence of conception of Ciaim 37 and 41 can be found on page 8, first 
full paragraph of Exhibit A. Evidence of conception of Claims 38 and 40 can be 
found on page 24, last paragraph of Exhibit A. Evidence of conception of Claim 
42 cars be found on page 6, last paragraph of Exhibit A. Evidence of conception 
of Claim 43, as amended, can be found on page 1 8, last paragraph of Exhibit A. 
Evidence of conception of Claim 45 can be found on page 6, first full paragraph 
of Exhibit A. Evidence of conception of Ciaim 48 can be found on page 23, first 
full paragraph of Exhibit A. Evidence of conception of Ciaims 49-51 can be found 
on page 1 8, first paragraph of Exhibit A. Evidence of conception of Claim 54 can 
be found on page 6, first full paragraph of Exhibit A. Evidence of Claim 57 can 
be found on page 8, first full paragraph and page 18, second paragraph of 
Exhibit A. Evidence of Claim 58 cars be found on page 8, first full paragraph and 
page 18, third paragraph of Exhibit A. Evidence of conception of Claim 59 can 
be found on page 8, first full paragraph and page 18, last paragraph, also of 
Exhibit A, 

3. The dates and other confidential information have been redacted In the 
above-referenced Exhibits, 

4. I hereby declare that all statements made herein of my own knowledge are trua 
and that all statements made on information and belief are believed to be true; 
and further that these statements were made with the knowledge that willful false 
statements and the like so made ere punishable by fin© or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code and that such willful 
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false statements may Jeopardize the validity of the application or any patent 



1 Signature 

Nam© 




Dale 


Victor Raso^Ph.D. 
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Mouse 1 antiserum 1/1000 2.764 

A binding assay was performed to determine whether the^anti- 
A# antibodies identified ^sy^-^e^fee^e^^assa^ also bound to the 
full length h$ peptides. 125 I~A^ 1 ^ 3 probe was incubated with 
hybridoma secretions from the indicated clones. A standard 
polyethylene glycol separation method was used to detect 125 I~A/3s_ 
43 bound antibody {Table 2}. Results presented in Table 2 
indicate that the antibodies generated to the peptide fragments 
also bound full length , 

Table 2 1s I~A# r . 43 Binding Assay 

"'l-A/J^j Bound 
Addition ( c pro) 



Control Hy 
Control Hy 



6E2 
6E2 



3B1 

3B1 



1/10 



1/10 



3, 171 
2, 903 



15, 938 
9, 379 



12, 078 
3, 353 




8S3 

8E3 1/10 3,249 / J^JjyJ . 

It was recently reported that when 12S 1 -KB^J^ is added to 
human plasma, ~89% binds to albumin {Biere et/al . , Journal of s ^JjV^ S ^~~** 
Biological Chemistry 271(51} .-32916 (1996)) . /Binding assays were W/ ; r£ * 
performed in the presence and absence of serum albumin, to 
determine whether albumin binding wewidr interf erej with antibody 
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binding to A|3. The 'ability of purified 5A11 monoclonal anti~AjS 
antibody to bind k5 I~A0^q was unaffected by the presence of 
human serum albumin (HSA) at 60 rug /ml , even though this was a 
500 -fold molar excess over the antibody concent rat ion (Table 3} . 
These results indicate that the ability of antibodies to bind to 
and sequester A/3 in the blood will not be attenuated by,- the 
presence of other binding proteins. 

Table 3. tm I~&$ % „ m Binding to Jtatibody in the Presence of Humaa 
Serum Albumin* 



t25 I-A^ t . 40 Bound Specifically Bound 

Addition _._ (cpm) (% of t otal added) 

Control 8,560 

4- 5A11 ant i- A/3 64 , 589 79 
Control + HSA* 3,102 

+ 5A11 anti -hp + HSA* '55,304 75 



*HSA at 60 mg/ml (-1 mM} ; anti-A0 SA11 at 2xl0" & M; Added -70,000 

Monoclonal An tibody Produ ction \ # 

reg ioT^pn^nii^^\n^^e^^^t^n ^^^r^is i t ion stat e/ a rirf®3r g- pf the 
central region P4^\q.2$ peptide. A hybridoma fusion was performed 
and the resulting monoclonal antibodies analyzed to characterize 
the specificity of the immune response to the vaccine. Hybridoma 
supernatants produced in the fusion were screened using ELISA to 
assess their binding to the A/3 j. 43 peptide. 

The monoclonal antibodies produced were determined to bind 
to the Ap'j.,^ peptide adsorbed directly onto an ELISA plate. 
Strong color reactions were obtained in this ELISA using only 10 
/i'l of hybridoma supernatant while the addition of media alone 
produced low background color . These results indicate that the 




antibodies not only bound to the small peptide immunogen but they 
were also reactive with the full-length A/?^> 5 . Importantly, ' 
antibodies bound to the carrier- free A3 peptide adsorbed directly 
onto microtitre plates, showing their specificity for the peptide 
rather than the immunogenic carrier. The high affinity 5A11 
monoclonal antibody (Table 3) was obtained from this hybridoma 
fusion. [VRt yJMTB ^^^ISLEADIN^'"^C S E1>S1 RECTIFt' Ttf£S SThTE^mTT 
W£YH FMJT flBM?" MIT|BODY |a£i WAS 

>._^^^ju A Inpdfsxi^oif sTAT&jixriic peptide 

A second mouse was immunized with a KLH conjugate of the 
&$25~43 analog encompassing the C~ terminal region of A0. Serum 
from the mouse was screened for reaction with A/3 1 .43 adsorbed 
directly onto the ELISA wells. The assay results a,re .presented 
in Table 4 . The spleen of this mouse was then used for a 
hybridoma fusion to further characterize the specificity of its 
immune response. Importantly, none of the mice immunized with Mi 
vaccines or the anti~A$ ascites -producing mice displayed ill, 
effects even though some of those induced antibodies cross-react 
with mouse A$ and mouse amyloid precursor protein. 

Table 4 ELISA for Binding of Antiserum Directed to the Carbcscy- 
terminal A$ Peptide 

Antibody Bound {O.D. 450ma) 
Ad dition • Hative Afl t „ 43 



Control Serum 0.484 
Mouse Antiserum 1.765 



Monoclonal antibodies from hybridoma clones generated above 
were screened for binding to the small carboxy- terminal peptide 
A025-43 arid the full-length A/3 j .43. Results are presented in 
Figure 5. The monoclonal antibodies bound to the carboxy- 



